Supplementary Figure 3: TSPX binds to the MYC gene promoter. Chromatin-immunoprecipitation (ChIP)-PCR assay was
used to demonstrate the bindings of TSPX and TSPX[∆C] on the MYC gene promoter region in respectively overexpressed LNCaP cells, as described previously [2] . In brief, after 24 hr of Dox-induction, the respectively transduced LNCaP cells were processed for ChIP assay using EZ magna ChIP kit (MilliporeSigma, Burlington, MA) with anti-FLAG mouse IgG (clone M2, Sigma-Aldrich), according to the manufacturer's instructions. ChIPed DNA samples were analyzed by PCR (ChIP-PCR) using a primer set to detect the MYC gene promoter region; MYCp-1F, 5ʹ-AGGGTTTGAGAGGGAGCAAA-3ʹ, and MYCp-1R, 5ʹ-GCATTATAAAGGGCCGGTGG-3ʹ (-20bp upstream from the transcription start site). The results showed that both TSPX [∆C] and TSPX interacted with the MYC promoter region, suggesting that TSPX likely interacts with the MYC promoter via its SET/NAP domain present in both proteins independent of its CAD. Similar ChIP-PCR analyses with anti-RNA polymerase II mouse IgG (Millipore) (positive control) or negative control mouse IgG (1 µg/reaction) showed positive and negative signal respectively.
